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(57) Abstract 

An isolated novel type CC chemokine-like protein which is expressed from monocytes of peripheral blood under an immunological 
stimulus and has a cell migration activity; a DNA encoding the protein; an expression vector and a transformant containing the DNA; a 
process for producing a recombinant protein by using the transformant; and a medicinal composition containing the protein. 
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S£ftfc*fijft*:/5;* $ K©# AcDNA©igSK^ij^^-r^ 0 
E?iJ&^(2 x «x.li«T©J:-5{ifT*>ft5o £-f. J» AmKZm&frcDft 
»»-ffS-r*i&ll8**»ffl:*ffl^TWWf §cDNA»f^-^ N ^ft^'fta^ 
ti>-^ jLy*s<? #J;L(£pBluescript (Stratageneftgg) 

?n-^>?'ir3o 2fclw*n-j=.>^Ufc»rfr©iSXE3aj£. #J * (fSang 
erj£ (F. Sanger Proc. Natl. Acad. Sci. USA. 74: 5463-5467, 197 
7) Ciot^tSo 
I I . iS&;ig?TARC^ 

*ifiWOTARC DNAOieSiKaWtt^^^-iLT. m$.Mi&i)mm 
CD®&lZtt, pRSET. pGEMEX&tf P KK233-2. »f&©*&K(i, pYES2. 
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«B«SO«^CiipVL1393. *LT»1&fflJlS®«£{rttpEF-B0S. 'pSRa&Utp 

So 

»«i«B«aoi«^c{±. tarc? / ^tatjfi-ji^ 11^.^--©^ - _ 

CHO dhfr- «H|g) K*AU (CCDli^li^ h h U*-te- h) 

IE*(*tCJ:oTTARC^>/'f^|t*<S^$n«o fi£»2STARC* 

Rcs-s^irSo 
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in. m Micvi frcoftgi 

T, K£j&tgT*£N&L^£j&^-/^ K<P\ TARC^-^-r*^ 

i i o -T*ffl8S $ -ti-TKohler "£Milstein©2i £ [Nature. 256, 495-4 

97(1975)] XU*<D&m&X'&ZVedat><Dj3& [Proc. Natl. Acad. Sci. USA. 
79.4386-4390(1982)] iz'ft -> T " 4 7 V K-v£ftr»UfcSK R/W^'J 

(a) TARC* >^^li:j:5 7^70M ; 

(b) *©fc tftJ»«B|&<D#*t ; 
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(f ) TARC*?n->i/i(*££S-f ^'W^'i K-v«MS©M. 

( I V) TARC mRNA£.tfTARC? >^?R©ffcfcb 
^^B^CDTARC mRNA&tfTARC? >'<?R©??2Ete> -fctl-t'tU 
^ttttmRNA&dji£. w^Rfcttifc^flH^fT"? 

mRNA{i N #J;itf. 7>f-*>XRNA*cDNA*?'n-:/irffl^*:y'-1f > 

BRNA*j8e¥»*"CcDNAIwgE»Lfc©-&. l§/^7^v-Oi^ 
*>/<?Rii, ±E (HI) Tii^n^TARC^fli/tft^fflWiil^ft 

So 

V. TARC? >/*?Rg>feg¥ftg*% 

m&wtto<oimmKBc> r»/s**©^tarc^'; ?a-^;utjt#xii* 
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^7«-aiaLTTAK©ffaE-rsfl!i^»»L^:ai«aa*5 >^Attf£im£ 

^flfefl] 1 fa hTARCg-3- K-T -5 DNACD^gf 
I . fa hTARC cDM(D9 u-—y? 

14 h7x7mi> (PBA) T3M* U/cIE3tA*raMM£«©cDN 
A5>f 7^ 'J-ll. GIBCO-BRLitiSjOcDNA^^^^^ASC^cDNA^ o-^> 
^X-riU^-fflt,^ ^|K(J. Sambrook^ Molecular Cloning: A Laborat 
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ory Manual, M2m. Cold Spring Harbor Laboratory. New York (1989)) 
£U\ quickprep micro mRNAftSi!* >y h (Pharnaciaft^) £ffl^T. P 

u-cn*LtziEnAxmmm#mtoji opoiy(A)+KNA*tttb Ltz 0 pu?n 

Ltz 0 mz, oligo^T#f|i*ft]*T3#«ftU Poly(A) + RNA^oligo-dm 

mzs&z*^ toiy**«mrx-i5<k k $ ~»ia»)-ci2oooEH6Ti 

h 'J^^ftiOi^ -^^SD^T-80 o CTl^F B 1^£U U TOMY^ 
^««X-150( h $ -»xa*)T12000I§HE-C5»ia«tit^«LT. ft^L 
^Poly(A)+RNA*M»*, = » WLfco LT> »«260niTO«*flt* 

■wsrr^: : i wti« ^Poi y( AHRluji^it^L^ c ^7$iM t h * 

♦8ifll*«ffl«aJ:(J10jtig©poly(A)+RNA*<S^nfco 

<*K> »»Lfcpoly(A)+RNA*«FffliLT, cDNA©£f££&TcD J: 7 £ 
fTr>fc 0 *r, 4tfg©poly(A)+RNA*l|ffi < !:LTffllE9**SUPER SCRIPT 
II RT (GIK0-BRLtt«)*fflOT, K,6«lrtt(50iM Tris-HCl. P fl 8.3, 7 
5mH KCU 3mM MgCl 2> lOmM DTT, 500 u M dNTP(dATP. dGTP, dCTP, dTTP\ 
50/zg/n.l NotlT^v— y^*- (GIBCO-BRL&30. ROOTU/.l* 
C9MSDPER SCRIPT II RT)* T% 37rTl*WEl6**T. l*8iDNA* 

°& Lfz ° tt*\-Notir5-TT T^r^-©E9iJ*EW«OEW« 

3K*f 0 i©l**DMA*HffliLT, SJG«lrttC25>I Tris-HCl, pB 7. 
5. lOOmM KCU 5mli MgCl 2 . 10mM (NH 4 ) 2 S0 4 . 1. 2mM DTT. 0. 15mM 0 -NAD+ N 
250*11 dNTP(dATP, dGTP > dCTP, dTTP) s 65U/ml DNA 250U/n>l D 

NA#.J>7— tfl, RV130/.1 RNase H)*T. 16^T2*mE;e**TcD 



-22- 



BNSDOCID: <WO 971 1 969A1 > 



WO 97/1 1969 PCT/JP96/02801 

NAfc^ijfcLfco fclZ, T4 DNAtf >J S ^--tr ^, *&£J£#65U/nil <!: 4* £ J; 
■5(IJD^.T, $ ^^16°CT-5^rBljStt$-tT2*liDNAc!: L/z 0 Z02*igDN 
A£, fcfcmffim(50mH Tris-HCK pH 7. 6> lOmM MgCl 2 . lmM DTT, lmM AT 
P. 5* PEG 8000. 200jug/ml SallT^?- (GIBCO-BRL*±g|X &O*100U 
/mlOT4 DNA'J #--tf)cj3T\ 16°CT16^P H 1SfC $ii"T. SallT - (I 

*£££i±^o tt*>\ SallT^T^-Ji. E^J^OE^J#-t4&0 : 5 (i^r 
DNA^'T^-'J >7Lfc2*it*5o LT^/dcL^cDNA£pSPORTl-; 
^ ^-ONotIi:SalIgEfirO^(:}f ALTcDNA5-T U — ^fpS3 U/c 0 
(2)->^yU->-?:r>X >y 7 P fflcDNA5^7'5 'J -OffSi 
•>?V-;u->-y >x h77^7^y7 U-«i, PHA^iJSfct h 

aUSa^nRNAOS' 3fcttiE££»ttUrt:cDNA£II8J!U GIBCO-BRL*±£!©c 
DNA£fifc->*-x-A N 5' RACE>X-rA. RO'cDNA^ u-^ >r^7f A^ffi 
t^T. Xift(J. Sambrook£> N Molecular Cloning: A Laboratory Manual. 
Cold Spring Harbor Laboratory. New York (1989))SE*t©?rfi£lI 

PHA#J»t K*«JtE*«FlffliaJ:0»'=>tLfepoly(A)+RNA«-»S! ( i:L 
T> idRNA(D5' ^Mj5l**ai«L^cDNA*J2iTO«J:«5i=^fi)cU/:o 5 ug 
©poly(A)+RNA£§SM<h LT. &IEWXSUPER SCRIPT II RTCGIBCO-BRL 
ttWD&m^X, Sft&frtt(50nl Tris-HCl. pH 8.3. 75mM KC1. 3mM MgC 
1 2 . lOmM DTT. 500#M dNTP(dATP. dGTP. dCTP. dTTP) > 150ng 5>^"A 
•fvJ-z- (GIBCO-BRLttM). &O f 27jU/mlj8»IE^I**SUPER SCRIPT II R 
T)*TJ\ ZlVcmiSlELfc **Tl*«DNA*^BKLfeo C©S^^(C6N Na 
OH^ft^»K*<0. 4Ni/«»:5 ? CflnX-T. $ £C65TT30#fiSi£fC£li:T. 
•Spoly(A)+RNA*aD7K5^PL7t». 6N ftSr**»«KA<0. 4Nt/j:* J:o 
{ -*D^T^fOL7to ^*CD10mM Tris-HCl. pH 8. OtSftJ? x / - ;u 
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DD*^A»^»(i:i)^T*aiLfc» N TOMY«,D«||RX-150T'12 
000@feT5^fffl»^IIL^o ^■©7K@^^'5tbLT. 0. 2f$ScD3JlpK 

i-hWA, 2mm<D*9j-ju*m*.x. -8o o cTie#p B i^^ sotom 

YiI,|>8*MRX-150( h 5 -*Xtt«)-C12000liier5»««^«LT. 
ttR«*ttn«*f;:8ffL*:. C©l**gDNA£. S*««itt(20«M Tris 
-HCU P H 8.4. 50mM KC1. 1. 5nM MgCl 2 . 200*/M dCTP. &tf4000/ml * - 
~ t;bft*y7 ? l^^^> ; ^h5>X7 i 5--tr)^T\ 37 o CT105)-F B 1 
5fc**T, 3' **i*UzfdC-r-;i/*IS^$i4-yt 0 £ £fc70°CT5OT? 
& S L T * - ^ ; U 7 s * * is 7 ? U * * y y u h 5 > X 7 x 3 - M £ * j£ $ 
Ufc 0 CO^-U rfdC-r-yU^^Sit^i^iHDNA^. Kfc««fc(25BM Tr 
is-HCU pH 7.5s lOOmM KC1. 5mM MgCl 2> lOmM (NH«) 2 S0 4n 1. 2mM DTT, 0. 
_15iM_^-NADK_250^M dNTP(dATP. dGTP. dCTP, dTTP). 500ng Tyfi- 

U^--fcfI. &tfl3U/«l RNase B)*T\ 16^CT2^nBRfD $ 2* 
«DNA*£tf Ufc 0 tt*>\ 7>*-:/5<-7-(iDNA£fifc* (Cyclone Plus 
DNA Synthesizer. $ U *-*-^?±a!) t£j&L/c 0 £t£fl 

K«**ffll^ 0 T>*-T7k (28X. ^-^7>ffx^ 

tt«!) 2mlT£tf/7^A*££j£jnj=r**U**- KfcfcdJLfcSU 60SC. 
5 *NftL9T « c i K J: <o {Sil^ Jtj* 3 * fco j^g L 3t ^- 'J rf 7 ^ u 
VZimmn?* J -^SD^.TTOMY^^t» ( h $ -fitSJ) T30 
00lslteT10»IB«^*t-*Ci:*cJ:*3a:iR$ii--c@iRLyt:o EliRLfc;*- 
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S -»Xtt8am50tMffl**aJ7JT«###L, T4 DNAtf 'J > 5 — t? 
*»»flta<65U/>l <!: * J; ? KJn*.Tx 16TT5#raKfE: 5j£ ' 

$»j&(50mM Tris-HCU pH 7.6. lOmM MgCl 2 . lmM DTT N lmM ATP. 5* PEG 

8000. 200//g/ml UNI-AmpT ?7 9 &CM00U/ml©T4 DNA <l 
T\ $ ^t:i6t:-ei6^raSiC$-a-T^ UNI -Amp 7 ^7**- (Clontechftgi!) 
K*S£S-£fc 0 UNI-AmpT ^y^-ii. E?iJ*©E?f|#-^ 7&Cf 8 

»2*i«DNA*ftS<i:LT. KfC«»ft(10mM Tris-HCU pH 8.3. 50mM KCU 
1.5bH MgCl 2 . 0.1* -if3^>, 200 //M dNTP(dATP. dGTP. dCTP N dTTPK 4 
OOnM UAP^^^-7- (GIBCO-BRL1±S!) x 400nM UNI-AmpT" 5 -f v- (Clont 
echfrg!). &J/100U/ml AmpliTaq DNAtf U > 5 --tf PCRgl£;£ 
fTo/Co UAP7°5-f^— iUNI-Amp-T'^-f -7-OE?'J£E?iJ^C[)E?iJ 

#-^9 <!r 1 0(r^^^-r o P CR(i£i@i^£&AL^AmpliTaq Kit £ 
miK DNA Thermal Cycler CPerkin-ElmerttSU) X'n^ti 0 SC>li, 94 
t:T3»fffll««iaLfca. 94tT458>RiL 58°CT'45^Fb1. 72°CT2^Pb1©S 
i&-*>r */l/*30I§Jti 9 fiu *»K72rT3#M&3 UTrr-^fco 

LT5tfi£L^mRNA© 5' 3fc^£&£«i|fc L^cDNA£giJ&<cft3!i L^c 
pDEEF-CD4ST /s s. 2 9 — (Yoshida^. FEBS Letters 360: 155-159. 1995) 
©SalI£XbaI«(ft©|fflCj*ALTx > r^A->- > x h77^7-f7'7 

<fc?ic:, fc hBffllSlfcRajicaiAU *BJ!S^®<CCD4£fg§t$i+if £ * n - 
(3) vrtvl/y-^x^xh^'v^ 

±K (2) TMJLfc. PHA$iJ»t h*mifil*«F*l&**©, mRNA© 5 ' 
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-7^ } )-lQugZ, 500^1OPBSlI.1SL^, UWmcDRaimmiZ^ xi/' 

KttOGene PulserT\ mE250V N ^^Jft500//FTrf o /: 0 cDN 
A^^U-^ASttfcRajiffll&li, /W^n^f ->>(200 ^g/ml) 

ft XlgGiJt&CDynabeads. ?V ^UftJ; *) Bf A) t4°CT2Qftmfcfc £ 

-2>*fflff£^B]^£> Magic Minipreps DNAfifSS! ->x-r A(7°n y ^fitSS) 
KJ^T. KDNA*@JRL, Htf. *8§&DH10Bi::a£ A L/c 0 

*»«*LB-T>e->>J >-7*"-7b- KlOgh <jyh> N 5g-f-^ hi 
+ K lOg NaCU 15g7#- N 50//g/ml T > h° •> 'J >/Hg?K 1 

U -Bfc37°CTiS3L* 0 7b- Hr£;Uc*S§M©& * 

©dd--^. n 5ml©LB-7>t°-> V >*«!(10g h U7 h>. 5g-f-* hx 
*X K 10g NaCU 50^g/ml 7>t 0 *>'J WHS* 1 U «y ^-)T\ 

— %37°CT-i£«L£o Magic Minipreps DNAffi§5!->x 

^M7n «fc oT> y^X^ KDNA£fl!85! U MO\ 500^1OP 

m\btz 0 ztizmajimmz, ■?vxmd4tt#(Qn^ atcc^^a^) 

<H^T305HS£fc$-tK Vtftltz'ik, FITC*j|fa^*tt^;U 
gGCFab' )2!Jtf*(Dakott e i: 0BtA)<t4°CT30^FB^fC$-li-/: o Z©FITCT^ 
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ML*:* m^mmiZCH^^m-r 2>mM%. FacStar Plus (Becton-Dickin 

Z.tit>(D? u-y<Di*mmm%, Sanger&KiO. pharmaciaft£i!©Aut 
oread Sequence kit £K. L. F. II — >-y- — £ffl^-r;&S Lfc a 

>^itfc^ mmmjk&.-v-'f hti-c >©i 

(4) t KARC05c£g cDNA©? n-^>?- 

&tI N ^o->980^gcDNA*ffSfc»{l N 207bp<D? o- >98©cDN 
ABffr^yD-yiLT, -7 71/^^5^ ADNA«»->^-rA(Amershain Japa 
nfcrJiDKJ: 9 32 P-C^fgSU Ctl^ffll>T. (DTfiMM LfcPBAjMJft t 
^Ifil¥^^fflJ!S©cDNA5-l' 'J -^3dji-^^7'iJ ^'-f-fe"-> 3 
f)X^J-z>^'L/; 0 3n--^N^>r'J ^-tr-> 3 >&JiXii*(J. Samb 
rook£ x Molecular Cloning: A Laboratory Manual, £I2J&> Cold Spring 
Harbor Laboratory. New York (1989))ICK«Ott*D©^rj£"Cff o /: D 

t hPHAS^t*«Ifll*«i|ffliacDNA^>r^'7 U -©A. fc*MDH10B£ 
LB-7>fcf->>J >-7A"-/U- KlOgh U^h>, 5gf-X hx+xh5 
* K lOg NaCU 15gT^'-. 50#g/ml T>f->U >/^StK 1 U -y^-) 

a >M(Hybond-N+, Anersham JapanfrS!!) Jwfe:? Lfc&, SDS&g C10X SD 
S) „ T;Urt »j^&(0.5N NaOfk 1. 5M NaCl). ZLT&ftttx SSC)©gSifp 

> a > Lfco My»J^t'-> 3 >S»ii, 6x SSC (lx SSC(i % 0. 
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15M NaCU 0. 015M h 'J9A^^4^), 50% *;UAT ^ K. 0. 

5% SDS. 5f£© t^^/n- bmm, &VlQQi2g/mlVrn?mnzmiK 42°C 
T— %/x^7'.J^^-lf--> g >^^ 0 ^ o J^£D^^(± 2 x SSC. 0.1* SDS© 
^^T^fiTlO^. 0.2x SSC N 0. IX SDSO^Si^t60°CT30^Ph^2 
®fT-^&, X^:7^A(Kodak*±SOKE:>fc£-feK **l££5t&LT. 7° 
D-/iS«t5 n d --&mm U &**lfli:io<7)cDNA* n - Xclone 
D3A)£f#7t 0 ^©^^->D3A(:^fA$nTC^5cDNA©E?lJ^Sangeri$^c 
9> Pharmacia£l:CD N Autoread Sequence kit t A. L. F. II g®/-> — y 

§ft©#r*S^CCM^*^ (TARC) *3-KOt^;i 

I I. b hTABCg)«Sii&^ 

(1) hTAEC cDNA©i£gE$Fi|&c^*l#^- Kt5 7; / &E?iJ£>l5?#f 

±l£0 I . (4)T»A: ? n - ^DSAO^gE^ij^Sanger&fiJ; 19 . Pharma 
ciattO, Autoread Sequence kit tk.l.F. II g»r>-y >1>--£ffl(^ 
Tz*5£L/: 0 cDNA ? o — >D3A©igSE^'jfc J: CFf^gSJiHiRgfcT 3 K>£ 

it. ff-JUCfcSi:. Ala-23£Ala-24©IHlT*>»K S 1 JCI*«#-C£^ $ ft 
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5 /S^^i^^ *t3E±©fifcl»Si#2B* >^?K2>#^itmffite8. 083 

lfJUl«kS<i:9.7-C*-5o 

(2) ccmy^-^-r ymt(DW.m±.v>mM& 

FASTAfcitfClustalV^n^ A£ffli^ hTARC© 7 ^ / &K?'J gE*D 
©CCS***7>f >©7SyBffi*|<fc£lfctfcLfco *§3l*EI2K^<ro El 2 
hTAEC££i6T^T0<Xg!y**7>f >T##$ftT^*7 $ 

12 2*^ hTARC©/&«ftg/#$? >/^R©7 J y &E?iJ(;iCC3!^e*7 
>K«-f £RANTES£29Sk MIP-la£26Sk MIP-lb<b28*> I-309<t24*. MCP 
-1£24X. MCP-2i24X. MCP-3£28*<Dtg|Hl&#& 5 Z i *<HJJ ^ t £ tz 0 
$.fz^ iTOCC^^^^>T^S#$ntt^-5^ 4o©->X^-r XihTARCT 

&«©k h«a««ke)*liLfcpoly(A)+RNA 2//g£, 7 # □ - X 

liClonetechttJiOWlALfco tfcfc h5|5ffijfii*Sr«Bja*PeATM» L, (K 

4. 24> fc e fca r 72^^(L quickprep micro mRNAffl®!^ -y K (Pharmacia 
ttM) £ffl<^T. poly(A)+RNA£f$ttJ L7t c *JK Lfcpoly(A)+RNA Ug* % 
0. 66M twl/AT/l/ft K££t;l* Ttfu-xfjUQi-cVflLfiiWilzfrli^ 
+ 4 o >J£(Hybond-N+) (Amersham Japan£t$!!)IC3E^ LJto 
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7^f7'7'f ADNA^!Sr>*7-A (Amersham JapanttS!!) ICct0 32 PT 
^ISIL/chTARC© cDNA^ D->D3A£DSmaI-PstI»rM-^yo-7' c ! : LT, ^ 
-i 7 U *V -ir - •> 3 > fcfy ofco ^-f7' U ?4 -if- •> 3 »tt(i5 x SSPE (1 
x SSPEfi, 0. 18M NaCU 0. 01M U HJ * A. pH 7. 5, laM EDTA «k 9 

t£Z\ 50X *JlATi h\ 2% SDS, 10x x>^- 100/zg/ml-tf-^ 

(i2x SSC. 0.1% SDS©«»fcTmfi. lO^fffl. 0.2x SSC. 0. IX SDScr>m«i 
«T-60°C. 30#ffl£2lHtfT-3*:SU X»7 -r ;UA(Kodakfcjj*)K!Gft 

LT^tfr Lfc 0 PHAT$iJ& U/c^©^F b ^OTRACidRNA©^^ 
©*t*£EI3AK x §g©h h*a«TOTRACm8NAOHI^^a3BtC^-ro 

0 3Aj:(i. hTARcomRNA(i*$ij^© t h Mmmm&mi&vit%m. IT 

Sfcs H3B(lli x hTARC©iRNAtt»«Kfc(,>T*«i::&SU Jffiv ^ 
:*lf>OiIli, hTARC*^ t!k(DCCm'r**4>tnt£t)^ »J8TO*- 

(1) i)4 alfflJ&ICfctt* hTARC DNA©^^©/:«)CD*§^^.a:/7 ?- p VL- 
TAfiCOfcgl 

ffi*KEcoRIfcJ;OW>tI«IHfc*ft^ hTARCCDHKIWi&a K^iiK 
K>£T£#i>0.5kb<DDNA»rJt£> fMSfll 1 E«0* n- >D3A*E 
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n9-r >'^X©fpS!|(rfflt^^pVLl393(Invitrogent±^)£DEcoRIg|^& < i: 

-pVL-TARC©itfc?itfe!2!£|2!4 K*-f 0 
(2) ilfe^<*0^i 

-pVL-TARCi:. a5EWtt*5*c*&o x E^^©. Ac 
NPV©DNA£Sf9££*ffliaii|gB#ic*AU * o ^ >f /Ux£'f#jt 0 

;UX£ N Tn5B-^Affllia(Invitrogenttfi!)(150 cm 2 ©75XD*t*)i. 
2xl0 7 ®) IIM.0. I. = 10*£20T«ft$-t*T\ EX-CELL 400 MlyfigitiKJ 
RH Biosciences*!!!!) (150 cm 2 CD 7 5 X rj htz K) 30 ml) T\ 27°CT2B 

(3) ^fiR«!f©m« x f»t!l 

*3*±J»*@jRU 0.22^m© 7 ^ yu* - y > 75 >T?*>a Ltz a Z<D 
5&<:i/10£©500 mM MES (pH Q.5)^UD^ mm®. (50 mM MES (pH 6. 
5) /100 mM NaCl) Ltzl ml©Resouce-S#^ A(Pharmacia*±gi!) 

A«fftt*J«kOfB«»fl[(50 mM MES (pB 6. 5)/l. 0 M NaCl)*ffl^fcNaCl© 
tt»«Ofi|E*C«k O&fcB L/Co hTARC? ^^f*^77^ > 3 >liSD 
S-PAGE£«fcfe£ffli*Tl§l3EUfco SDS-PAGEOlS**ia5 Bi:^t 0 0 5 
B* x F {£FPLC"7 5 ? is a > 1 oBilCDWlSSW)^ HiiHPLC 

C O hTARC* ^^I^t77^"> g >C£**«g*<0. ntKZ&o 
<=TFA*ft]**:8u A^ljfc(0. IX TFA)T¥«^ Lfc 3 •> ;U 5C4-300* 
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5M**5-rx**tti!)K*tt, A«lftt&£cWftinK(0:lX TFA, 60% 
TARC^V/^aostfj/^-^^ias AJC^fo hTARC* 

* •> > 7 .J - ©PBSJIW LT3|ff LT*»W/j:|||«S*»^o * 
©«S(iBCA kit (Pierce*±§!D£ffl^T. BSA£*fBS <u LTftJfc Ltz 0 « 
S±?i300 ib1*m5>300 //gCDffiayhTARC^ §%3tg{2£*f 
T*-,fc 0 fAL/tl^x> K h^->>*(i Limulus aioebocyte lysate 
assay (QCL-1000> Bio Ihitaker&«)*ffl^TSE» U 4 pg/ugMTT 

*ofc 0 «88hTAiic^>/^itoN5feJSiiT$ y»E?ij(i N r^y®->->y 

^-(•frttaDfcffl^TfcJEU ABGTNVGRET*ofc 0 EJ5C{C^$n 

(1) *»»K*Jtf*hTARC DNA©5ftS©^J6©*a*^.^^^-pGEMEX-T 
ARC©fc£| 

ffi«KNdeI*><fcCFNotiaB&£#£ N hTARCCDfi)c»S®M&3 K>*^iB 
IR&Tn K>*T££tr0.2kb©DNAKrfi-£. H»»j 1 §5«© ? o - >D3A 
LTPCR^Ci O'ff^Co PCRIIffl Wc2ogd* «J :/* ? U*f- K® 
E?|J*. EW»©EW#^l .l*?J:Cfi 2c^r 0 PCRI*M»**«IA 
L^AmpliTaq Kit DNA Thermal Cycler (Perkin-ElmerftSS!) 

fif^fc. Rfctt. ^o->D3A©DNA^^SiLT, KJGSffttQOiM Tris 
-HCU pH 8.3. 50mM KC1. 1. 5mM MgCl 2 . 0. IX -tf5^>, 200^11 dNTP(dA 
TP. dGTP. dCTP. dTTP). fc.tC^lOOU/ml AmpliTaq D 
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NA?H l ) / 3 — -tr I)t£"C"fT -> t^o KflCJi. to°C-e3ftfigMHj&mLtz&^ 94°C 
T458>fBk 55 < C"e45»PH^ 72*t-Cl^W©SiC-9- * ? ^£15ls]Sg £ U 
*atw72 c CT3^H«iaLT?Tofco w©RJE£J5fc«J*NdeI£NotlTl^lS 
K/HffcU pGEMEXl (ro^afi) ©NdeI«&£NotIfflffi©|ffli::»AU 
fSSt^? *-pGEMEX-TARC£*H^ 0 C ? * -©iafc^ifeEI^ia 6 fl^ 

(2) T&KftgtttOig* 

H3t^ * * -pGEMEX-TARC£aSA Ufc*MHSBL2H*£ffl I fiS&MhTA 
ISSBL2mcD^f|{SIPTG^lmM<t^5 c k9Cto^^LB^^T'n : ^. 37°CT 

(3) ^^omssis urn 

A§§®£ V V xmm®. (50mM Tris-HCl,, pH 8.0. lmM EDTA, lmM 2-ME, 
50mM NaCU 0. 2mM PMSF) 3m»#£5lslfTo DNas 

eI£lO#g/nU MgCU^lOnMincS ioHJta^.. ISTIO^FbM L/: 0 1 
O.OOOlsliE. 15#M. 4°CO^#T^,D^S?IL, ftR LfchTARC* ff 

(0. 5* Triton X-10(k 10mM EDTA) T3lsI8fe* U 
*fi&;LShTARC* >'^K£J#*: 0 hTARC©»gl!^^-rS D S - P AG Ej* 

Wjo^m^mi iZ7F-t 0 m 7*. s u*:±flic-3^T\ wi, 

W2. W3(i«^IBIilJ:*)»infca:»*«fe»ttT*4r K 2&tf3!s] 
8fcofcB©igtfi«jKoi,*T. PlihTARC££t;2fc»»©ft»Koi*-c0|§ 

I . ^ » XTARCy J ADNACD ? a -— > y 
-e^XTARCOyy ADNA£»Sfcj&|- N HjWsflj 1 KlEtS© fc h TARCCD cD 
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NA? n-yDSA^Smal-PstlSTK-^yn-^LT, v 5 j ADNA11 
f£^XirA(Amersham JapanttSHXr J; 0 32 PT^^ U C*i£^o T> Bal 
b/C^-5 y ADNA5 -f 75 >J - (ClontechttSSD^T^ -^^^y 

»; ^ -t?^ 3 >£jc<£9x? .j-^ >rL/ro ^_^ W7IJ ^-r^. >: 

>i*te:SCii*(Sambrook<^ Molecular Cloning: A Laboratory Manual, Jg2 
f£> Cold Spring Harbor Laboratory, New York (1989))IE*O^SCSt -o 

Balb/C-7 * x y y A DNA 5 7 5 y - (D y 7 - i LE3 

92^-LB-yu- KlOgMJrh>. 5gf-X + K lOg NaCl, 

15g7#-/iL3£S7k)«::»£. -%30°CT-^SL^ o ru-hi:M/:7 7 
- ^©75 -^^•^-Y o >Jg(Hybond-N+ N Amersham JapanttJj) HIE^ L 
_A:_« : SDSMC10X SDS), T7U* U S£t£fe(0. 5N NaOH, 1. 5M NaCl). * LT 
Sfe-#(2X SSC)©ttfi£ff o ^ 0 - offlt^~ T2 'PT?W» LfchfARCCD" cDNA? " 
d - >D3ACDSmaI-PstI»rK-^yn--7*i; UT'W ^'J ^-f -tr-> 3 > L/c 0 
'W7^^-^ 3 «i x 5x SSPE (lx SSPEtt. 0. 1811 NaCU 0.01 
M 'JvithiJ^A, pH 7.5. InM EDTAekO**). 30* *^7; h\ 2 
X SDS. 10x f^^- hjgft, 100 tig/ml? Tm^VMZ mi ^ 42°CT— Bfc 
M7 ' J •*?-•> 3 >£fTofc 0 m<D$cfttt2x SSC N 0. IX SDSTgfiT 
10#Pe3 n 2x SSC. 0. IX SDST60 < t"e30#M£2I§IfTo*:SU X^7^/UA(K 

^loI^L^o ***&>J{C8-3©yV A DNA 9 u — ytm^tltL 0 

*Ortlo©^D->(clone #3)<D4234<l©i£gE?ij£, SangerS K «k 
^ Pharmacia*±cD N Autoread Sequence kit <fc A. L. F. II §i!r>-y> 
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TARCi64.4XOW^H— tt^^L^o ft o T\ CODNA£, v ? XTARC© r 

7 ADNAT *^<i:^J»rL/Co 

I I . v^XTARC cDNAg)? o-_ >y 

(1) PHA$d»Balb/Cv»>Xipp|BHaS*©cDNA7>r7'5 U-0f*8!! 
PHATftJ^L/cBalb/Cv^x^aBJ^A^OcDNA^-rr^ 'J-li N XittCSa 
mbrook£. Molecular Cloning: A Laboratory Manual, Cold Spri 

ng Harbor Laboratory, New York (1989))©K«jr^^ N GIBCO-BRLttS! 
©cDNA^xXxAfc c tC5cDNA^D-Jl>^■>7:^A^•ffl(,^-CJ^TO c k 9 

*"*\ quickprep micro mRNAffl^^-y h (PharoiaciaftgS!) £8H>T\ P 
HATM*LfcBalb/C^*#fffl|SJ: <9p 0 ly(A)+RNA^JSttJ Ltz 0 PHAT24B* 

mm L^Baib/cv * xpmsa2xio 7 ® zttmnmmmmmiz &K>mmi, 

tz 0 oligo-dT«fl&£:ta;?.T3#«fl]U poly(A)+RNA£oligo-dT8?!!g 

tm&$1tt:&. TOMY«iC»«MX-150(h 5-«XttM)T12000EHE-Cl» 

«mrx-i50( k ^ -«xtt«)-ei2000iae-e5^iiMt^»iiLT, at«L*:p 

oly(A)+RNA«:«Baia7K(ijaEjKUfco *LT\ &S260nn>T-<DK:/rJg£SiJ 
£-rS;L<tfI«i;9> ®iRLfcpoly(A)4*NA*£imLfcp PHA$iJ»Balb/C^ 
* *«**fflfl£«i: 0 10# gCDpoly(A)+RNA2><*# £*l^ 0 

*t$5!L/rpoly(A)+RNA^i|^<!: UT. cDNAO^^J^T© «k o \z 
rfr>tz 0 t-T. 4/zgCDpoly(A)+RNA£#|S!i: LTiSfe^P&SUPER SCRIPT 
II RKGIBCO-BRLfcfcS!!) I > K£ttffiKC50iI Tris-HCl. pH 8.3, 75 
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' '** KCi; mfgCl^ lOmM DTT. 500 ^ M dNTPCdATP. dGTp" dCTP. dTTP), 
50*g/.l NotlT^v — 7^-CGIBCO-BRl^X *J:tf200000/. 
1*C9*XSUPER SCRIPT II ET)*-C, 37fcmiBSi6«*Tl*«DNA 

■93i^To C01*«DNA*»ffliLT, Si6«lftt(25.M Tris-HCU pH 
7.5. 100n.ll KCU 5*11 MgCl 2 . i 0 .M (NH«) 2 S0,. 1. 2n.il DTT. 0 . 15-M 0-H 
AD+. 250^M dNTPCdATP. dGTP. dCTP, dTTP), 65U/n»l DNAU*-^ 250U 
/ml DNA*./^-*i, fcJ:C513U/.l RNase H)*t\ lSt^WKJE 
**TcDMA*^Lfc 0 ftC. T4 DNA# y , 5-**, «*»K# 6 5U/.l 
<ttt*«k 9 ICSD^T. ^^{:i6°CT-5^S^$ifT2^DNAi:L^ 0 C 
©2*«DNA*. KJ6««ttC50.il Tris-HCl. pH 7.6. 10.1 MgCl 2 . 1.11 DT 
T> 1.M ATP, 5* PEG 8000. 200*g/.l EcoRlT^- (Pharwciattfi). 
-fc-cfc ^lOOU/rl -T-4- DNA y ^^y^- IB Wl WilBSi6¥"*T'; EcorY~~ 

7ry*-izm&$i£tz 0 **b\ ecorit^*-< 1% e*is®e*j** 

1 3fc«fctfl 4«C^DNA*<T--.j>^L3t2*«ir** 0 o 
*LfccDMA**ExCell^*- (Pharaacia^) ©Notl^EcoRIgB&cDFal 
K*f A LT. cDNA5 >f 7 5 U -£ffca¥ Ltz 0 

(2) ^D-7'0^$i! 

±C (1) ^«l!LfePHA«»Balb/C^^^paijas*©cDNA5-fr5 
U-*»ffliUT. SfcftffftQOiM Tris-HCl. pH 8.3. 50mM KCI. 1.5. 
« MgCl 2 . 0.1* 200X/M dNTPCdATP. dGTP. dCTP. dTTP). 400nM 

mG98 exon upper 400nll mG98 exon lowerT^^-, fcj; 

tflOOU/nl AmpliTaq DNA# t) / 5 -feTI)*-?, tt'i^-xf xO-J7 
(PCR) SiC*fTofc 0 fc*>\ mG98 exon upper 7? 4 ^- trt9 
8 exon lowers -f v-li. ±ElT»fc7^y; ADNAi:i^» T 
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5il 6{C7Ffo mG98 exon upper 7* 5 -T v — £ mG98 exon lower:/ 5 ^ 
^-{iDNA£G£& (Cyclone Plus DNA Synthesizer. S 'J ^ x > //<>f ^> 

^-TtK (28Sk ^^^X^ttS!) 2b1T£j£*7 5 Afr ^>^^^- >j zf ? 
? Is** K££ibl,*:SU 60S, 5^Ba«LS-r5C<i:C«k*)«»iK*JltJK 

MY££« ( h ~ -»I1±«!) -C3000IsH£T10»ia*^»-r5C iCct 0 

fi260nBTOR^flE«.fflffi-r*Ci:ICJ:t). ^©l^^L/: 0 PCRteSS 
itri^BtALjtAmpliTaq Kit ££H> X DNA Thermal Cycler (Perkin-Elm 
erftgl) T'n^tZo Sffcii. 94TT3£ffl!liJ*!ig LfcSU 94°CT'45fcJ>fyk 6 
0t-C45»fffl. 72°CT1^Fb1®S^-^Y * /U£40!hI» 9 £ U *»IC72 < tT 
3#fffl&3 LTfT fc 0 n £nfc32lbp©DNA»rfi-|i^'7 XTARCO^^gcDN 

(3) ^XTARC©5S;£g cDNAO^n-^>^' 

v**TARC©££gcDNA£»**:i&i:: % ±E (2) TfSfc32lbp©DNA*r 
^n-yiLT, vyl/f-r^^T ADNAMf8->*^ A(Amersham Japanfct 
«I)CJ:»3 32 PT*»L, Itl^fflt^Tv (1) Tfl£JHLfePHA*!|»Balb/C 
■^^^Iff^BliaS^OcDNA^-Yr^ 'J -T 'J ^ -fc?-> 3 >j£ 

Maniatis£ % Molecular Cloning: A Laboratory Manual. I&2J£ S Cold Sp 
ring Harbor Laboratory. New York (1989))§£tB©2f&i;:&<, ^ j^TOek 
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mm LE392^LB-7-L,-h(l 0 gh.;y h>N 5g^Xhx + 7h^ K 
10g NaCU 15gT^-/lLM7K)IC*S. -ft30tTi§* Lfc e ^b-h 
^*^7r-y®^5-^*^^ D > ai (H y bond-N +x Amersham Japan?! 
*>K«LfcSU SDS&3Q0% SDS\ T** y S tt (o/ 5 N NaOH, 1. 5M Na 

-•> 3 >*«li. 5x SSPE (lx SSPEIS N 0. 18M Nad, 0. 01M U >g£^ h V 
*^ PH 7.5, 1.H EDTA J: 50% *;^7; K. 2* SDS. 10x 7 

-•>a>*fT^fc 0 KO^^{i2x SSC, 0. IX SDSTMT10£lflU 0. 2x S 
SC. 0.1* SDST60«CT305NB*2@fTofca. X«:m ;UA«odak&«)|- 

*»WlClo©cDNA^D->(clone #1)**§*: 0 C © * e- ># i {:JPA 
$ftT^*cDNA©«E*j*. SangerfcKJ:^ pharaaciafct©. Autorea 
d Sequence kit tK.l.F. II gft >-*-£ ffl ^T&£ U 

CmTARC) *3-KLTt>5:t*«8Lfc 0 
III. ^XTARC©;|fiffr#^ 

(1) oTARC cDNA©JME*J&C5**l*<3- Kr*7 $ yg?E?iJ©ft?#f 
±E©II. (3) Tli^^^^eDNA^n-^tKottaKJFiJfeJiCfrta 
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r^/u^T-^ Ki:**«rti\ m*&om-r i y»E9>j**r*»e?-c 

HC{=<k*i. Ala-23i:Ala-24ora-C**). EI 8 i:iififiT'^$^T^5 a 

(2) t MAECtOSiHtt 

fiS»S$Hfihr**TARC*>^*K©7S yg?E?iJ(it MARCi65*©[II 
-tt^&^Ci^^cbtto^o £^ -7 ^ ^ TARC© — 7° > 'J —7^ 
>?'"7 U-A©igSE?iJ(i t MARC£:74%©|5J— <t *<BJ| 

^TARCTfefigff^tiT^SCi^^^i/i^^ cn^fUli, 
XTARCtffc hTARC©^^^|ai^ilfe^te < j:u:^>/^K-c*5C«i:*^« 

^ssfflis xtarcotw ^mmr-omm 

(1) ?W ^SfflSSKfctf £mTARC DNA©f|^<D7t ^ - p vl- 
mTARCOfll^ 

S1R**T=» K>*T*#tr0.5kb©DNA*fK-£, * a - > # 1 £EcoRI <bNot 
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U ^^©fPS5!iIfflC^pVL1393(Invitrogeny:^)CDEcoRIg(5tiiNotIgBti 
E!£EI9 K^-To 

(2) BHto&#<Di&m 

cNPV©DNA£Sf9££»JSi::RB#(-0AU a o * >f ^x^f|/; 0 

■Sf9Si«BJteiCM.O. I. = 0. ra&&£ -£T. «*>r^*£»fc 0 
-f Tn5B-4££*IBteanvitrogenft8J!)(150 cm 2 ©77X3*^01. 

2xl0 7 ©) flll.O. I. = 10*^20T«5fe$-£T, EX-CELL 400 Mlfif igitiKJ 
RH Biosciences*!^) (150 cm 2 O 7 y X n htz 0 30 ml) T\ 27°CT2B 

(3) $Lf&®)<DmMv mm 

#*±»£IIIJR U 0. 22fim(D 7^^-^>^5>t5fllfc 0 
6&II1/10S©500 mM MES (pH 6.5)£tJO;U A^£j& (50 mM MES (pH 6. 
5) /100 mil NaCl) T¥«fl:Lfcl mlOResouce-Srt 5 A (Pharmacia*! gl) 
Kfrtffco w©iTARC^>^-^RO»^L^*5A* A^»^T^fe^^ N A 
&Slfc:fcJ:tfBig8i&(50 mil MES (pH 6.5V1.0 M NaCl)£ffl WcNaCl©i& 
a&OSjEKJ; 0?§fctl Lfc 0 V^XTARC* ^^1^77^ •> 3 >(i 
SDS-PAGE£iS&fe£ffl^T|5j£L7to SDS-PACE©»**B| 1 OBK^fo 
HI OB*. F{iFPLC-7 5^-> 3 > (*»gBt©loimofl|ljgpi), H 

*"9KTFA*ijn**:8U A&aifc(0.1X TFA)T¥«Ht L7^ 3 X* •> ;U 5C4-3 

oo^5A(7 u 77 5^^x^y : si/)(i^^, Aawttfc^tfBaajttco. i* tfa, 
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60S T-fe h U /U)£fflW;T-{? h— b U ^coSS^JBEd i <9?gt±j L^c 

*>'<*«©**liBCA kit (Pierce*±»[)*ffl^-C\ BSA**fJ|&<t LT& 
SELfco *SS±fif300 ml^£l68 XTARC? w?*Ka<$£ 

tlTto lALTl^i> Kh + x>S<i Limulus amoebocyte lysate ass 
ay (QCL-1000. Bio Ihitakertt«!)*flH*TS« U 2 pg/^gaTT*^, 

ffifSSjn.TA8C^>/^K©N«TS ygese?'j{i. T ^ yg?->-y 
(Aifc*t8j)£-ffi^T2fc3£U ARATOTGRE**LDYFT-*-*fco ZCDTiygE 

^*feflJ6 vfr XTARCHJ: £ agnBftfi?gg>l*ai 

t7t 0 »aillJi^«5^TARCO|»lj l S50 ng£^> K K * > ttl >PBS 

K&WU 50 # li: LT> Balb/c^^x©lr*^F«9{lS-^ L/Co 
hn-yUiLT, i> K H*->>£tt**£t>PBS 50 ,ul£fflWc 0 

h.-AT»$5tfiOt!Ifi-^«L, ^ h + ->-j >- 
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-'ucocvriiiai 2iz&*7r.-f 0 mi i&vmi 2*, Mt^mi 0 0 
Biif»«4 0 oo»^24^iin»<DmmjiT««o HiiA&cfB 

^^-r H©«ffl^TARCtS:^024^lffl»ICMt>n^o HI 2AS^'B 

3- KfcSLfcfc hTARC£^TTARCl/*r*-£36£LT^S*HIS* 
fctBLfc 0 ^^J2(CietfeO^(lS^lffl§aT^$-tffS^L/ct hTARC* 
125 I^Bolton-HunterHH (Amersham JapanttS?)^ffl^T 
,25 lTHIttLfco '<-f:*--Y;U (Bio-Gel) P6 7 KttS?) 

^Ty;U5«T ,2 M««hTARC£»MU "ikgtt^toAii - 581. 

lxl0 6 ~M0 6 Ote&®l&£&&m$ifc (PRMI-1640, 20 mil HEPES (pH7. 
4). IX BSA, Q.02% NaN 3 ) TftiML 100 lOttMirttlzffifl Ufc„ z 

(ommmm \z 1 2 5 in h tarc****«so. 66 nM t * * j: ? k jo *. * 100 

Kfc**3OO0l©yy*;u:7*;i,» : *«J-7tt (4 : 1) *tt<cMu 

1 "I*«TARC£*tt£©» 25 U£faTARC£#&t L 
«HSJC»^ U A: 1 2 M«OTARC®;ftJtt«*£#>-?'*7 * (, ^ 

^^z l2s immm<Dm^<b, 200 nM®#£MhTARC??STlC##glftK 
*££ L/C 1 25 I&mARC<D<t£gU3I^T*&^ 0 125 I^TARCCD^>!r^S 
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kat. Molt3. CEM. But78. MT2. MT4 N Hutl02) , **BH& ') >'<W, g&ft 
^mtiRTMm-CmttxhtlZo *Otb><DmV&& (Molt4, HPB-ALU TCL-Kan. 

TLOmi) x mmmmtt. mzi, thpd. ^nmmw (K562) . ^Mmi* 
^t*&&xiD?frteftmttm&Lfrm#>t>titefr-,tz 0 mm** (Ran) . 
fe'Jimmm%:(DMfaft (293E) x ^m^mi&mr^t^t^m^m^im^ 

T*ffl0S#j Jurkat£ffl<^T. TABC© -Jiot ^TWiZU L < 

nro^ 0 (1) ^Kib-fr^-K 

rfL7t 0 ^O^I> ,25 lT'^i$L*: t hTARCCDJurkat^S@^0#^9^^±^- 

iii5°c. mn\-cwmiz.m?zttofr-,tz 0 ,25 i^^tarco»s 
ftm&n&mi-t. ^^tarc^#stt^^l/c i25 i^^tarc£D{i^ 

l«M©^ISITARC^T<C^#^fi<j{Z^^L/c 125 l^TARCcDfi^^ 
L5lt^T*a67-.: 0 ^Om^mi 4AlZ7jkt 0 I25 I^g|TARCcr)JurkataaJ!S 

^<vGmttm&im%immzm^tz 0 n:-eox+t7f + -K cscatch 

ard) WVrOmmZWl 4Bi:^f e 1 25 I^TARC©JurkatfflfS^©^ 

KK* 125 I^TARCO«JS^-2 nM{C@^U#M£lSTARC©*Jg£l^t;$ 

ii-^ii^O4xl0 8 ®OJurkatittaflS^©^&tjijEg^acD^-(t^lS^^o #H 
0«K©*«aiTARCff?ET"Cli^ L/r 1 25 I1fpfgTARCCDjg 
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£ x 1 lO^fllittTARCflFST tl W Ltz 125 IHI8TARCC7} fif^ 
*L?I^T*». #«MTARC#M¥£TT®4$*W*§£*£100Xi: LTftJC 

Lfc 0 HI 5 Ai:^to x*t 7ft- KIBtffOJgm. 125 I 

£Zt2A nlU lflOttlft*^:f3 0*i^a«i948T*r,^o 

(2) te©CCM^7W >K<fc£££Plg 

TARC0Jurkat&!i£^®&£;&<ftbO^7W $ tlZfr&m^tZo 

125 I^hTARCO«lt^0.66 nM<b U mm*r ii 4 >#£STk~L < (i 
200 nM©IL-8, RANTES. MCP-U MIP-1 a (iWDf^?iSS) 
liTARC©??£TT<754xl0 6 <@£> Jurkat3HJ&^©fS£££fiT 1 tifffln tz 0 
^OMm^Eil 5Bi:^f 0 125 I^iaTARCO^^(i#^TARCT©^§g^ 

rkat«M±©TA8CO V Hz 7* ~9 ~- teM© ^ * ^~yWir7 ^ - <h 14 * I. 
H? 7* * -T* * C <h -> /Co 

(3) ^lftli*±©U-t?7* 9 - £cDf&&r£& 

>f >ggf* (Duffy antigen/receptor for cherookine (DARC)) x 

##srsc<t#*n£nTi^ 0 ^:t\ 12S i^tarc©«s^o.66 mi 

KHSU *«»©flboy^^7>r >IL-8x RANTESx MCP-K MIP-1 a 
imRC(D»JK^^^$"ti:^^^CDl0 8 <i©#lIa^^O^M^^^*fD^{k 

L^ I25 I^TARCOffl|^^>x UM©^«»TA8Cff«ET^*^*WCfe^L 
^ 125 I«^TARC©fi|^^U?IOT^to, #«aTARC#SSTT©ft*W*§ 
£S£100X<t LTft*L^o ^©MI^, Ell 1 "I^ISTARC© 

e^t±*fl|»TARCx IL-8* RANTESx MCP-lTg&£Pl§ £ tlx MIP-1 a Tlilt 
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*S££»li?tJU::J:*£l7 nMTfeo/c 0 TARC©|§£S&fc itfSS^ffiS 
^5C{iftfe©y^^-r «x.«iIL-80DARC^O*i^sa*» ckOffiS^lfiSftl 
it£|HUf T £> 9. ^oTTARC(i^^i^±ODARC(C|S^-r-5 :ii<B^^ (: 

&8fefll9 TARC<afeg^ift%ai£ 
I . Bffl-fLfctTARCtii^^f^Si! 

( 1 ) >- S - h7>X7 x 7— -tf <bTARCi:©iB£-^ 

7)\<*^*y- S- h7>X7i7-t: (GST) iTARCiOftt^-^ 

>'**©SS£^* *-pGEX-TARC£ffll*TSI8i!LA:o 
«irBan)Hl&:C5NotIgB&£&-fc> > TARCg£«iScD^^ = K>^£HgR** 
K>£T££tr0.2kb©DNA*rtf-£ x lKKtt© * o - >D3A£ 

^mommmm islui & \zm-? 0 pcR«sa^^apiALfcA 

mpliTaq Kit DNA Thermal Cycler (Perkin-Eloerfctatf) TfT o 

/Co SfCti. ? n->D3ACDDNA£#|g/<t LT. SfCSHrttClOaM Tris-HCU 
pH 8.3. 50mM KCU 1. 5n>M MgCl 2 x 0. IX -tf5f-> N 200// M dNTPCdATP. dG 
TP, dCTP. dTTPK 400//M r5>f7-, R^lOOU/ml AmpliTaq DNAtf IM 

57tT45«k 72 < t-Cl#ra©Rl6tf'l' *7U£15HI»*)ig U &&K72°C-C3 
#RM&8UTfT-9fco ^©SiS£fifctt*BaaBl£NotITBB#lCiHft: pGE 
X 4T-3 (7 TJly?->Tt±W 0BamHlffitt£NotI»&©fHK#AU £51 
^ ? * -pGEX-TARC£*#j^ 0 
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*-pGEX-TARC£*ALfc*»BJM109#£BH^ J&&MTARC 

cot i y*«(cGSTfttjoL^^ y<?mt LT&mz-ttzo ±Mmimm 

<Dlg#i2IPTG£0. lmM^^Sd; ? iZtjaJLtzQ. 2% glucose ££i;2xYTi£ite T 
*Tl^ 37°CT4B#Ph^SL^ 0 *©&*HS£STEie& ClOmM Tris-HCU P 
H 8.0. ImM EDTA. lOOmM Nad, lmM PMSF. 100/ig/ml lysozyme) Cfiffi 
U *±T15#fyiSfcg L/c 0 &t^T\ DTT£5mM, sarkosyl£l. 4X<h £ ck 
- 9tw»nx.. *±-C&*DLfcj&<£. TOMYffl«fc«5?»»ltUD-201( h S -»I 

ftmTm®m&±\ht}x&m%n'itz 0 io.oooihne. 5-#iBk- 4°c©^ 

#"C»/C^iU ±MfCTriton X-100£2. 5X<t 3 9 HSQ*.fcSU gult 
athione Sepharose 4B HtJ!§£fln;U 4 °CT— Ufc*§£KlC£(To fc 0 GST-T 
ARCHfe^? >/^®^IS^U/cW(iPBST5lEl^L^^. 
©1% SDS^^t;PBS^tJDX.s 100 < t-e5#FHJ&3U GST-TARCHt^^ y>*9 

N^-p-|||-$-^--a-$ti3t-GST-™ciBi^ ^^gTMK (iff*- - 

Sigtf)PBS£]!)n/LTi/iIIii: Uffll^te 

(2) ftTARCttttOfeS!! 

!£<*©flMKfcli*A>*-y h£flgfflU 100jtzg©GST-TARClft£* 
^Lfc 0 &UQ%L&li2Mffi? tlZniK 100//gOGST-TARCfii^r^ >^<^m 

(3) 5tTARCUti*0»SS!i:^ISt 
t*^f->{t!fi:TARCtt(*©ftSliietT©«k9JC(T-3^o Affi-Gell5$I£ ('< 

^ft7»; Ktt«!) IC3f&S»©«IS!!LA:GST-TARCik^^ ^'^KXIiGST^ 

Wl^nv^V^i ClOmU ethanolamine. pH 8.0) £*J0*.. 4°CT 
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lNFfHSfclf Lfco ®mit20m&m®PBS?fcftLtz'ik^ m^mmm (20mM 
Tris-HCU pH 7.2. 0. 5M NaCO^^o » £ftfcJfo»KS*§»©|SfQi}g 

4t-C2i^rattllL^:». 12.000IhIIE. 20#fi8, 4 

tt&mzLtzo zwrnzntzmmimmz^ gst-tarcik&*>/*?hj±£ 

mmizfrifx 4 °CT— BfeSfcg U «JBI*2OfSS*0*££««ftT3fe* Lfc 
ft. TARC?t^--5{Jtft:^0. 1M glycineTlgfcb L/c 0 -©ffctti&fcKlM Tris- 
HCU pH 9.5£#0*T> 0. 1M NaHC03lC*t Ll^lf U NHS-LC-Biotin ( f 

Tris-HCU pH 7. 5K*f LT«*r U ifcKPBSKfcf 

Btefl:fflttTARCl£#(Btt8jW:£*T©J: 9 Cff o/r 0 ftlM KTris-HCU 
pfl 8. O^-lOOmMtC^-SJ: 9 {lflo*.> Hitrap-protein At"? 5 A{- jiMtT, ti 
5A(D10fg§»©100mM Tris-HCU pH 8.0, o-^Trt 5 A©l0fSS»© 
10iH Tris-HCU pH 8. 0Ti$fe# L/c Q tt^ Lfctt(*li0. 11 glycine^ iii 
U 1M Tris-HCl. pB 9. 5*Sn*fc8U PBSC2* LTatFr Lfc„ 
I I. TARC? >/<^gg>feg^fltjg>a 

TARC^>/^Hoj£ajJH|B^!fi:(*Jce^UA:TARCO«*t*^f->'ftfit 
H*Bffcfflft<**10tfg/Bli>S:*«k9{=50iiM Tris-HCU pH 8. OSWttfijg 

flO*-s 4 < tT-%SftBL7to !a(**tt*»*L^a, lng/alOBSA^f PBS 
100x/l^Jnx.T> SlTllllllltlU 0.02X Tween-20*dt?PBSTlls] 
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fc*©tt«*£fctt»K:Triton X-l00^0. 5Xi -5 J: IZUa^tz lft 
*^950^iro«Di, MTl*WttBLfco Tx-PBS*«[ (0. 5X Triton 
X-100) -C3IhI^LA:», t"^^ WfcmARCffif**Tx-PBSfc«T1000£ 
*&HU l^*^0 50^1-rojD^ N SfflT30»IfflttBLA:o Tx-PBSSttT 

3lH]fti^U7tt£, ,<-;t4-->^— tfiifSU hl/yh7t'^> (/^^_ ?± 
88) £Tx-PBSfctt-C4000£ft|R U \1\htz O50/z lr^flo*. M&T30# 
IUJSfcBLfc 0 Tx-PBS&&T3@ft^U PBSTllEJft#L£& N 
(lOOmll NaOAc, pH 5.5, lmll EDTA, 6. 72mg/nil TMBZ, 0. 03X H 2 0 2 ) £100 
uU]UZ.M&Kfc£rri1-z a IN HjSO^SOjtajn^TSft^fM: LfcgL 45 

w-<fc#T££v&~ffi]ij^ 

(1) TARC*>'<*R£IJ&^3jiJ»<&E|;E 

5xl0 5 ii-Totjn^. MJMMfcU **IM*MJMM£LTPHA (GIBCO-BR 
LttBI) fclOOtt**, £CD3fc# (0KT3) *10^ g/ilfc L < ttLPS (L439K 
> ^ 7ttfi) ^•lOOng/mli/x^.t^trJn^. 250/z 1CDRPMI-1640/10X FCS 
T^#L^o 6, 1 2. 2 4, 3 6, 4 8, 7 2 iSlfflaiUMSteiajR u 
0. 45tfi©7 -f ;U*-T6iS£m\ SS>ttfc*>tt*ffll*TTARC* 
K©M*fT-*fc, *©*t££|gl2 Hzmto H2 l«^$*i*«CTARC 
*>^?®{*PHA, ttCD3tt(*Mfti:j:»7B«ntt7fi9(CKilL. J&9EBI272 
^ffi£Ti!*gttK*tSDL/c 0 *5!liPHAM»-ci2B»|IB. !5tCD3}Jt^$iJ^-C24 
■*Mx>£&lb$tu 72l»IBTIiPHAM*ri6ng/ B U fcCD3i/t(*$!j&T2. 5ng 
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*>fc*)2. 5xlO s ®-roflo;t. ff-T h^-T >tt L*4t*l*U->f h ^7 > <h U 
TlOng/ml IL-la (RiDttll!) . lOOU/ml IL-2 ( J ^MIRttSi!) . 50n 
g/ml IL-3 (-b*>1f'f AttK) . 50ng/ml IL-4 (^nf^tt!!) . 50n 
g/ml IL-7 WDf^ttS) . 50ng/ml IL-10 Att*|) N 10 

ng/ml GM-CSF (-fcf >lf>r A*±£!) . 50ng/ml TNFa (^Df'y^iU) . 
lOOOU/ml IFN-r (.•>* S <¥&MtkW . lOng/ml M-CSF (R&D&8SD ££u 
250#1©RPMI-1640/10X Lfc«, 48B#lffl»CJ&*tt£lHlJR U 

0. 45#m£>7 >f ^-"C^^rr^. »«s>*lfc*>tt£ffl^TTARC* 
KOSE**ffr>fco *0*tlH*EI2 2lw^-r 0 EI2 2 IC^tlS^I'TARC 
*>'<?RliGM-CSF N IL-3. IL-4JI J: 0 mmtmm* ft. £51Sli*ft*' 
ftl2. 6. 2ng/mlMST*)o^o 

R&KGM-CSF. IL-3. IL-40»Ktt?¥tt*a-cfco *©*t**EI2 3«w 
^•To E12 3C^$tl5«lCGM-CSFT'(iED50(i0.7ng/inlT. 3£3tli3.3ng/ 
miT^iciiU M(ii^^«JgTlij£{rm^*-<^*^^ < ^CoTto IL-3. 
IL-4TI*fi&fQffi8l£f8# N ED 5O (i0.5. 0. 8ng/mlT'fc r> fc 0 

±i£©*£lll2. TARC©IS9i{i. £ < >©2SSI#TNF-a. IFN- 

(i) iKJtc&&m?zmi&&m7£?zti&izjEi$A*mmmtenzcmm 

tt#atiCD14HtttU >'<J*ir#Mll,T. PHA. PHA/PMA. GM-CSF. IL-3. IL 
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-AV$m Ltz 0 IE1SA*t8ifoiiM££S£2xl0 7 /nil ttz Z&o Lfc#M£ 
i&ffife (5mM EDTA > IX FCS. PBS) C&jgU FITCT«» Lfc£tCD14!£f*(B 
ecton-DickinsonftSO £l/50*fltl;U *±T'30#SfciI Ltz 0 ftflt&ffi% 

T'&tftL, io 7 mw so uitKs&nzfmi&mmizmmv. io 7 mm 

htz*) 20 4lc0fi&m£-X^I$tt-?'5XlgGtt& (Miltenyi-Biotecftg!) 
£tJ0*.> 4°CT15^^SU^o #«»«tt-C3fc»U 500 nKnftmWtft 
ttlw»»U MACS (Miltenyi-BiotecttSD £ffl^TCD14»&$i£|c4:CD14 
Rtft'J l/fc 0 96^yu- h Ci-x*-fr8!D lyv&^OIE 

^A3fc«Jfci|M£J$£CD14E£t£'J >'<£*li2. 5xl0 5 ® . CD14»tt^lil. 8x1 
0 5 lifoSnx.> !M»^L*S^liM*i: LT100<5*«?PHA (GIBCO-BRLfr 
S3) . 100<&*&«?PHA (GIBCO-BRLit^) <h50ng/ml PMA X 50ng/ml IL-4 
rnf -y ?*±$g) . 50ng/ml IL-3 (-tr >1fV AttlH) . lOng/ml GM-CSF (-tr 
VifV"ASMr*lin)C 250"7/ 1 © RPMI -1640/10% FCST^l C/c 0 ~48B^W" " 
&|-i&g&£[H]iRU 0. 45//m©7 ^ ;l/*-T^i@£m^ '&<hfttz?)& 
£ffi<^TTARC? >^'^R03£**ff-3^o *®SS*0 2 4i:^t e El 2 
4©r-7 7II^$tl5«ICTARCIiGM-CSF. IL-3. IL-4*J*m: 0 
^£#£#£ftjto PHA, PBA/PMAJlKTdie^'J $ *u 

PHAf y& i * mmmmtruzfiaz. zzt\z&t)mis<ito®ztizzti)< 

TT^titZo 

(2) S-1fy7ay bWVr KJ: STARC nRNAOHilffP«f- 

k hm«Jla*«Flfflia***!l***lMilOO<S*f?PHA (GIBCO-BRLfctSfiD N 
lOOng/ml LPS (L439K >r^ttS2) . lOng/ml IL-4(^7a x <y ? *±SJ!) X 
lOng/ml IL-3 (-tr •< AttM) , 4ng/ml GM-CSF (-if >1f >T Aftgl) T 
MfcU 24^lffl»tr, TRIZOL RNAfftSmig (GIBCO-BRLttSS!) £ffl^T. R 
NAfclftttJUfco maiL^RNA 5/zg£. 0. 66M ^;l/A7^fh K££frl. 2X 
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7#a-*yvUttiT-*fttfMKiK*r»tf\ ± 4 a >Jg(Hybond-N+) (Amersha 
m JapanttSDKlE^LAio -tibOl*, ADNA^fg •> xf 

A (Amers'han Japanftgl!) LfcTARC© cDNA^ n — >D3A 

©SmaI-PstI»r£-£ 7" o LT> ^-T^'J is 3 >^rr^tz 0 

'W7*'j ^-r-tf- > a >7§&l;iQuickHyb& (Stratagene?±SI) , lOO^g/m 
l-fr$-«^DNA£Bil^ 68 a CT1.5l*lffl^^'r'r , J ^-f ■&"-•> 3 >£fro7t 0 

»o**ii2x ssc. o. ix sds<Dmffi&~em.u. io#iHk o. 2x ssc. o. is s 

DS©$»i&-C55 0 C\ 30#P B 1£2l5]fT ofcSK w ;UA(Kodak*±£!)frjg 

*nb*S*Lt*^Lfc 0 02 5©fS*J^S>. TARCOmRNAii* 

w*&tfLPsaii»© t ^5lc|gJfll*«r«B^aT^i(3:i^ < i:l6SLT^^«i:^^*^ c 

M-CSF, IL-3»J»-C*tj400f&> IL-4, PHA*iJ»T8j40fS©mRNA©!63ig§a*a< 
li> TARCCDGM-CSF. IL-3. IL-4sH*IC J: S^M^TCD 

3S»ffl 1 2 b h P BMCa5feTABCg>THfflgS»lc^^i-^afjtgtt 

•t^ >w»TiEisA*iBjfa^^^^$n«TARcoTaBiattic 

lffli&aijtiSttli48 I ? x7l/©j£fl:&?-+> (chemotaxis chamber, Ne 

uro Probe fctfi) ^•ffl^^TfilJS Lfc e b H5lM8llIl*I*£*M**5t>li. 
50ng/nl IL-4 (^rnf -y **fcl!l) . 50ng/ml IL-3 (-tr >1fV Attjg) „ 

lOng/mi gm-csf c-t?>if -f Attn!) tot* u s^m^z^mm^mut. 

^rfliJSL^io i§*5tt*T* *yWIft]>U — [RPMI-1640* 20 n 
M Hepes (pH 7. 4)> 1% BSA] IZ&m L,fc4xl0 e ffl©TfflJS«eHUT78£±'> x ^ 
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Type IV 37-y>M ibug/nl 7k7§&) t'lfi. H^ffln- h Ltz 
tf'J h'~;Ut°oU K>^F£tf U (DS 5 /znu Neuro Prob 

e it*!) -C±TV xJWDfmZ'rirttZo 37°CT2I^P H ^*^, 

7K*$ft***ir N IL-3RCfGM-CSFT$iJS[Lfc^S^liHUT78«Blj&O^C^ 
*A^-y hfcTARCfct&CTARC Ab)*J3TJ&<t:78f*c L^ Q 

Th2©»*£W#]-r*Thl*>r:/<D-tf->f hfiJ >IFN-r> 

^fco IE#A5lM8lla4M*J*£965t:/U- h 0-X^-1±*!) iwlftfcfc 
0 2.5xl0 5 ®-ToJnx. N h*^><tLT> lOng/ml IL-4 C^or-y 
?*t*D N lOng/ml IL-3 (-t? >tf I' A*±*0 % 5ng/ml GM-CSF (My-VJ 
A1±*!) £flO>U $£H50ng/il IL-10 (t'^f^tti) **^<ilOOOU 
/ml IFN-r 0*7 ^*l*tt*l) 250tfl©BPm-1640/10X FCST^*Lfco 
48^lfflac*#tt*lsIiRL> 0.45m<D7 4 ;U*-T*>a£m^ 
*>&£ffl^TTARC? >^^K©SE**?f ofco El 2 7 ir^-T 0 

-52- 



8NSDOCID: <WO 971 1 969A1 > 



WO 97/1 1969 



PCT/JP96/02801 



S3 2 7 ®r5 7IC^Stl*«|ICGM-CSF N IL-3> IL-4$iJ$K <£ 3 
i*-C©TABC©^^^3KiIFN-r > IL-10-C#D$lj $ tl/r 0 & ^ TTARCCD#$ 

<t^-;i btlio 

TARC^- secreted alkaline phosphatase (SEAP)-(Histidine) 6 1 
W&t btI4 In w4i*ffll^T293/EBNA-liifflaa^ffiJCie^S#^CCR4U 

(1) (TARC-SEAP)CDII^ 

TARC<&SEAPct©ill!^^S t LT&m£-& ZtzftCD^? ? -pDREF-SEAP(H 
is) 8 £l2 2 8 Izm-To ifiO^^^.-fiDflpKS^KiWtSe Clontechft 
l!!©^^^; KpSEAP-Enhancer^ilM iLT, t X f- v 6 Sottas 
AreyiJ. (His) 6 SB#£ ^ - K-T -5 ftS £5' -XbaI-AP7° 5 (E?IJ#^ 
19) ct3'-AP(HIS) 6 -Notl7 s ^^- (E?iJ#^20) £fflWcPCRKj: 
^itHU »£ttfcPCRM4»£ftiJ|Bl**XbaI<fcNotIT#*i*,; pDREF-Hyg 
(Yoshida£ x FEBS Letters 360: 155-159. 1995) ©XbaliNotllf f h © 
fiai;#A UT. pDREF-SEAP(HIS) 8 £f« Uj^o 

8 -Mix pDREF-SEAPCHis^? ^ -cDSalliXballf 

-T hOPalflTARC cDNAOORF^if AU TARC*< 5 ® ©T ^ 'J > 

•h- (Ser-Arg-Ser-Ser-Gly) LTSEAP-(HIS) 6 tM& LfcgS^ 3 - 
K-T ^ -pDREF-TARC-SEAP(HIS) 6 3rfp§¥ L^o ZV^? ? -<Dft$H 

TARC^-3- K-T **gglE?iJ£TARC cDNA <t LT> TY98F^5^ 
(E5»J#-^3) timX-r^J -7- (E?iJ#-Sf 4) ^BH^PCRTlfllU 
»£ttfcPCR£&£#]KI**SalIiXbaIT#*?SU pDREF-SEAP(HIS)6©Sal 
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ItXballM hORgjCaHALTs pDREF-TARC-SEAP(HIS) 6 £ft§a Ltz 0 ZCD 
^-£293/EBNA-l*iS£(Invitrogen*±£3) IZ lipofectamin (Gibco-BRL 
*fflt^T*ALfco **3-4B8K fc*±fil£lH]iRU 0.45 mm 
om>fX<07-f^-«:aU 20 mil HEPES (pH 7.4) <t0.02K sodiu 
■ azide 4 °CIZ&& Ltz 0 

(2) (TARC-SEAP)CDT -y-feY 

££$nfc|»£'Sfi(TARC-SEAP)®##rli-fr> HV -y 
-f L. J v;l/^> hT-yt-f (enzyme-linked immunosorbent assay : ELISA) 

-f ^ dxX h^U- h (MaxsorbXNuncttlO^? o 

- >MSt^S^7;U^ 'J*77r^-I? (placental alkaline phosphata 
se) (anti-PLAP)CMedix BiotechttS!!)(2 Bg/nl. 50mH Tris-HCl, pH 9. 5) 
T ^ - > ^l/M.MT)VZf i > (BSAKl nig/mT. phophate^ buffered sa 
line)T^n -y * Lfc 0 tfe(*li*8?»K0. 02X Tween-20££t;PBS)T*&IR U 
v-T ? n7b- hfCSn^TMTlStlfflSlCafex ftlRttTft^St. 500fg 

ft**** /N *— i> tr-tSn^. h U7° h T t" > (Vector*±S!!)£tJnx. 
T3 Qftffifcfcbtzo m&Ltz'<—t*i/f— tf©&&£3.3*-5. 
5'-Th5^/K>-;y>T'^tilL/: e £J££l N H2SO4-eff.1t U 450 
M0ft:)feflE£fl|JELfco 

"J r -tr (AP) ©S&^-Great EscApe Detection Kit (C 

lontechttl!l)£fflt^fcy ^ ^ i *-tr >x£"Cl!l5£ U relative light uni 
t (RLU)/s£ LT*J6^ 0 AP*i*ffi»0fl:Miiffi|jPLAP(CosBo Bio*±5S!)£ 
m^TnitZo ffll^cSEAPctTARC-SEAPtel pmol^*: i) *tl?tlB. 7xl0 7 R 
LU/sil. 2xl0 8 RLU/s-Cfc-afco 
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(3) cauzmm? 2>2MmM-imm<Dy%2k 

t MI6«YyADNA (Clontech*±£!)£l#Si<i: IT, CCR4£3- KrSffi- 
igc£CKR4-XbaF:/5 Y v- (E?i]#^2 3) <tCKR4-XbaR:/-5 t— (E?U 
#^24) *ffl^A:PCR{;j:Oit«L. &£n/=PCRS«!l£#JIB»*XbaI-C 
#ft?&> pBluescript SK+ (StratagenettSS!) ©XballM h (I^IA L/Zo 
m^tltzzf^ X i Kj^£, CCR4£ = - K^*ffi«£SalI£NotI-C#«?8U 
pDREF-Hyg (Yoshida£ N FEBS Letters 360: 155-159. 1995) <DSalI<!:Not 
1-9- b^l^ALX, pDREF-CCR4£fE£J C * -£293/EBN 

A-l*fflJIS(Invitrogen*±SD iC U #7 x ? * S XGibco-BRLfcrJK) £ffl^T 
i»AL^ 0 CCR4#*A$nfc293/EBNA-l*0]|Sli N ^o?>f •> >(200 

^g/Bi)#«ET-cia/a«*u n»jwtt*^-rjBBiia*ii^-r« :ti:«t 

(4) TARC-SEAPHIi^^ >/^©CCR4^^^^-li-^293/EBNA-l|ffl§S^©# 

TARC-SEAP©»g£l nMUBJEU #«aTARC©*flE££{fc $ ittzm& 

&nm*20 mM HEPES (pH'7.4). IX BSA, 0.02% sodium azide£^t;RPMI 
-1640> 200 filfpVrf^tZo &&M©££ill&T(;Mxl0 5 ©8BJ!Sfll nMCDT 
ARC-SEAPi:S«CD»K©^aiaiTARC*jD^. N 1ST" 1 l$IB)££$-ti\ fftfr 
^113^50 vl(Dl% Triton X-100££t;10 mM Tris-HCl (pH 8. 0)T« 
ft? L> 7 ^-^7 r ^— if*65 8 C10^IHI©«l3lT^g'fbL^ 

»'C>SU 25x/l©±M*OAPStt^flij^U^o ##J*Wtt£til nMOSEAP 

^ffli^Tfi'i^L^o Gmvjm&mit. «*©»*©#M*a*TARc??aETT*s 

L^TARC-SEAP©®*^ ?M$Jlttf3t§& LA:SEAP©tt*g L3I^T3fc 
to. ^*»TARC*ffffiT-C©^JIfi*ltt^«*100Xt LTW-HL^o *Oti 
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. E12 9K^Tc m&Oft£&&-rbO%V&WWtmitffliMT*>0\ "fto - 

T> TARC{iCCR4ll3l<^^-rS<tt>^-j^o 
(5) TARC-SEAPIHi^^ >^^OCCR4^^^^-tir/c293/EBNA-l|fiaflS^O# 

TARCOCC84*ffeS $ ■£ tz 293/EBNA- lfflg&^©*t£a<ftfe© y * >f > K «fc 

TARC-SEAP®«g£l nM£U * <f >#??2ET L < 11200 n 

MOMCPrK RANTES. MIP-la. MIP-l£. (it^^nj y 2fcfcSD _> LAR.C 
* £ 1 ^iTARC©#£TT©4xl0 5 <i©CCR4£2§St $ ■£fc293/EBNA-lllMS'N 

©i^^iiSti^Toto *©*t*£Ei3 oc^-fo TARC-SEAP©£ 
^{i*«aiTARc-c©*.«^ia«$n. tik©^**7-r >-ctem&mmttm£> 
b^^ofc, c ccR4jWfe©^*rt^ tr 

AC£-<&«SfeaU-l££-f- 5_U.-fe^_- w .t^JuX 

USSffJ 1 5 CCR4^%^$-fr^293/EBNA-liHHiatCjtir-r^hTARCg)a|jfeStt 

h hTARCO. CCR4 ; &?e^$-ti-^293/EBNA-l«B!!S(C)rt-r5ji^Stt^48^ x 
Ji'Ofcit&f' + — (chemotaxis chamber. Neuro Probe %±W) £rffit^ 

t hTARCIi&ffi& [RPMI-1640. 20 mM Hepes (pH 7.4). IX BSA] Tftffi 

h Ltz# y b-^t?a y K>^#tf U Ml (□! 8 #nu Neur 

o Probe &«) T'±T^ x ;KD#«££{T fc c 37°CT4^Pa1^*^, ig££ 
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7 izm £ n*«IC N CCR43-IS51 £-£/:293/EBNA-l«IIJ&<*TARCir*t LTig 
ttffWlwiSjtL^o nc*i»ll!l±OEgftOEn{iTARC$gSi!jDL>5Ct^ > h o- 
Jl<(Dmm$:7rs LT^So — ^TARCtliHttSffeoy-trt-f >T£ 5RANTES 
RC/MP-1 a liCCR4£?£§t $ i±^293/EBNA-l*fflj&K*f L^fltCDjtt^gft^. 
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" ": 1 " " "" ' •"" " ' " " 

E?iJ©fi£ : 582 

EfU©?KS : cDNA to mRNA 

^^^^^^ie-t : CDS 
: 53. . 334 

CCCTGAGCAG AGGGACCTGC ACACAGAGAC TCCCTCCTGG GCTCCTGGCA CC ATG GCC 58 

Met Ala 

1 

CCA CTG AAG ATG CTG GCC CTG GTC ACC CTC CTC CTG GGG GCT TCT CTG 106 
Pro Leu Lys Met Leu Ala Leu Val Thr Leu Leu Leu Gly Ala Ser Leu 

5 10 15 

CAG CAC ATC CAC GCA GCT CGA GGG ACC AAT GTG GGC CGG GAG TGC TGC 154 
Gin His He His Ala Ala Arg Gly Thr Asn Val Gly Arg Glu Cys Cys 

20 25 30 

CTG GAG TAC TTC AAG GGA GCC ATT CCC CTT AGA AAG CTG AAG ACG TGG 202 
Leu Glu Tyr Phe Lys Gly Ala He Pro Leu Arg Lys Leu Lys Thr Trp 
35 40 45 50 

TAC CAG ACA TCT GAG GAC TGC TCC AGG GAT GCC ATC GTT TTT GTA ACT 250 
Tyr Gin Thr Ser Glu Asp Cys Ser Arg Asp Ala lie Val Phe Val Thr 
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55 60 65 

GTG CAG GGC AGG GCC ATC TGT TCG GAC CCC AAC AAC AAG AGA GTG AAG 298 
Val Gin Gly Arg Ala He Cys Ser Asp Pro Asn Asn Lys Arg Val Lys 

70 75 80 

AAT GCA GTT AAA TAC CTG CAA AGC CTT GAG AGG TCT TGA AG CCTCCTCACC 349 
Asn Ala Val Lys Tyr Leu Gin Ser Leu Glu Arg Ser 

85 90 
CCAGACTCCT GACTGTCTCC CGGGACTACC TGGGACCTCC ACCGTTGGTG TTCACCGCCC 409 
CCACCCTGAG CGCCTGGGTC CAGGGGAGGC CTTCCAGGGA CGAAGAAGAG CCACAGTGAG 469 
GGAGATCCCA TCCCCTTGTC TGAACTGGAG CCATGGGCAC AAAGGGCCCA GATTAAAGTC 529 
TTTATCCTCA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAA 582 
E?'J#-*f : 2 
E?tjCDg $ : 558 

mmom. : m& 

#**5*>-rK-f§- : CDS 
tttiLW : 2. . 280 

E?'J 

C ATG AGG TCA CTT CAG ATG CTG CTC CTG GCT GCT CTG CTT CTG GGG ACT 49 
Met Arg Ser Leu Gin Met Leu Leu Leu Ala Ala Leu Leu Leu Gly Thr 
15 10 15 

TTT CTG CAG CAT GCC AGA GCT GCT CGA GCC ACC AAT GTA GGC CGA GAG 97 
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145 



193 



292 
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Phe Leu Gin His Ala Arg Ala Ala Arg Ala Thr Asn Val Gly Arg Glu 

20 25 30 

TGC TGC CTG GAT TAC TTC AAA GGG GCC ATT CCT ATC AGG AAG TTG GTG 
Cys Cys Leu Asp Tyr Phe Lys Gly Ala He Pro He Arg Lys Leu Val 

35 40 45 

AGC TGG TAT AAG ACC TCA GTG GAG TGT TCC AGG GAT GCC ATC GTG TTT 
Ser Trp Tyr Lys Thr Ser Val Glu Cys Ser Arg Asp Ala He Val Phe 

50 55 60 

CTG ACT GTC CAG GGC AAG CTC ATC TGT GCA GAC CCC AAA GAC AAA CAt . 241 
Leu Thr Val Gin Gly Lys Leu He Cys Ala Asp Pro Lys Asp Lys His 

65 70 75 80 

GTG AAG AAG GCC ATC AGA TTG GTG AAA AAC CCA AGG CCG TGA CCTTCCCGC 
Val Lys Lys Ala He Arg Leu Val Lys Asn Pro Arg Pro 

85 90 
TGAGGCATTT GGAGACGCCA GGGCTGCTGT CCATGGTTTC AACATAAAGC GGCCTGTGAC 352 
CAGCAGAGCC CAAGAGCAGC CACAGAGCAG AAGTCCCTGT TCCCTTTTTT ATGGACTCTT 412 
ATGCACTACA GGCGAACACA AAAAAAAGCA ACGGAATAAA GCCTTCCTCC CTCAAAAAAA 
AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA AAAAAAAAAA 
AAAAAAAAAA AAAAAAAAAA AAAAAA 
: 3 

E?|J©S£ : 4 5 

&n<z>m mm 

m<D& : 

GATTAGTTCT AGATCGCGAC GCGGCCGCCC TTTTTTTTTT TTTTT 

mm^4 



472 
532 
558 



45 
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W.V\<DE: $ : 1 6 

mjwm : 
mo® : — 

w.nv>mm ■. momm ^bsdna 

mm 

TCGACCCACG CGTCCG 
EfiJ#^- : 5 

: 1 2 

E?'J4>M : 

«ioa : —*m 

mwmm £j&dna 
mm 

CGGACGCGTG GG 
E?iJ#-^ : 6 

: 4 8 

m&\om : m& 
ma>& : — *m 

Ey>]©«3H : nElcDNA 
E?«J 

CTACTACTAC TAGGCCACGC GTCGACTAGT 
E*J#-^ : 7 
E*J<D*$ : 3 1 

efuos : m& 
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16 



12 



ACGGGGGGGG GGGGGGGG 48 
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- - - - - - - 

CCTCTGAAGG TTCCAGAATC GATAGTCTAG A .31 

E?'J#-t : 8 

: 3 5 

: -*§g 

5' P-CTCTAGACTA TCGATTCTGG AACCTTCAGA GGTTT-3' 35 
EJ'J#^ : 9 
E*J©*£ : 3 2 

«©&-: -*« 

h*o : jgtttt 

CTACTACTAC TAGGCCACGC GTCGACTAGT AC 32 

: 1 0 
BE?tJtf>g£ : 2 5 

m<n& : -*« 

E?'J 

CCTCTGAAGG TTCCAGAATC GATAG 25 
E?i|#-f : 1 1 
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B£?iJ©:g£ : 2 7 

w.n<ow. : tm 

E?|J©»H : fi©^S? afiJcDNA 

CCCCATATGG CTCGAGGGAC CAATGTG 27 
E?|JS^ : 1 2 
E?iJ£>S£ : 2 9 

mnnm .• &k 

&<Z>& : — 

: ffeO&S? £fi£DNA 
CGCGCGGCCG CTCAAGACCT CTCAAGGCT 29 

w&m^ : 1 3 

E?iJ©g<* : 1 4 
E?lJCDS : 
: — 

AATTCGGCAC GAGG 14 
E?"J#-S§ : 1 4 
E?i]©S£ : 1 0 
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E?'l 

5* P-GGAGCACGGC-3' 

mtm^ : 1 5 

E7'J<Dfi$ : 2 4 

mnwi : -*m 

EW«3i : aJ&DNA 
E?i) 

CTCTGCTTCT GGGGACTTTT CTGC 
E?'J#^t : 1 6 
E?ij©£$ : 2 4 
E?»J©M : mat 

mosn. : -*« 

E^iJCDS^ : ffe©&& £l£DNA 
E?IJ 

GGTCACAGGC CGCTTTATGT TGAA 
E*l« : 1 7 
E?i]©££ : 2 7 
E?iJ©S:&& 
: ~*« 

E9>J©«3H : ftfeO^S &I&DNA 
E*J 

CGCGGATCCG CTCGAGGGAC CAATGTG 
E5<]#^ : 1 8 
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E?lJ<Dg$ : 2 9 

mnnm : mm 

CGCGCGGCCG CTCAAGACCT CTCAAGGCT 29 
E?"J#^1 9 

: 4 2 

E?|J®«3S : ffeCD^gf £rj£DNA 

CGCTCTAGAA GCTCCGGAAT CATCCCAGTT GAGGAGGAGA AC 42 
E?|J#^2 0 

: 5 3 

: mm 

1&<D& : — 

: MUM* 

£?iJ©H3i : WLOmWt nfifcDNA 

CGCGCGGCCG CTCAGTGATG GTGATGGTGA TGACCCGGGT GCGCGGCGTC GGT 53 

ae?ij#-§-2 1 

E?|J©£$ : 2 7 

e^ijos : mm 
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- JE?|J 

CGCGTCGACG GCACCATGGC CCCACTG 
E?'J#^f 2 2 
BE?U<Dg£ : 2 7 
E?iJ©g| : &g 
»©» : -*« 
htf n : Elgtf 

CGCTCTAGAA GACCTCTCAA GGCTTTG 
S£?'J#-^2 3 
e?'J©g$ : 3 8 
E?U©g/ : 

fgCD& 

eyj©«E : fteO^K £f£DNA 

GCTCTAGAGC CACCATGAAC CCCACGGATA TAGCAGAT 
E?|J#-S| 2 4 
ge?'J©S$ : 3 2 

ae?ij©g/ : 

: 

CGTCTAGACT ACAGAGCATC ATGGAGATCA TG 
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Fig. 1 



CM 


p- to 


CN O 


LT) 


CTN i— t 


^* ^ 








{J 


f 1 


(J 


CJ 


Vj W 






CJ 


CJ 






CJ 


cj 


CJ 


o 








CJ 


CJ 


CJ 






CJ 


CJ 










(J 


CJ 




CJ 






cj 


CJ 




cj 


r . i 






V-J 


^# 








CJ 


CJ 


r o 

w 


r . 
t~" 






(J 


<< 


vJ 


(J 






CJ 












CJ 


CJ 


f 1 


A. 






CJ 


CJ 


f 1 


A. 


f . T 
fc-» »— 1 


sj 


CD 


CJ 


CJ 








CJ 


— — — — 

CJ 






CJ <t. 


<J «« 


CJ 


CJ 


<J 








CJ 


CJ 


CJ 


cj 








CJ 


CJ 


o 






o 


CJ 


CJ 


< 




H M 


o 


< 




CJ 






o 


CJ 


u 






A. O- 


CJ 


2 * 


u 








e l 
w 






CJ 




< o 


< 


U 


u 


o 






H 


< 


CJ 


u 


CJ o< 




(J 


CJ 


u 


u 








u 


H 




cj < 


CJ CO 




CJ 


£-* 




CJ 


H 






CJ < 






cj 






oo \r> 




in 


CT\ rH 



r- in 



< 

cj a: 
< 

H 

CJ 
CJ 

CJ Cu 



< 

U 

CJ < 
CJ 

<c 

CJ CJ 
CJ 

CJ 

H Cu 

a 

H 

cj 
cj 
o 

U 

u 

CJ CJ 
H 

U 

CJ CJ 

H 



CJ 

CJ 

CJ 
CJ 
CJ 



CO rH 



CN| O 


r- * 


m 






CN 




u 


< Q 


A. 


CJ 


CJ 


CJ 


a 


CJ cc 


CJ 






CJ 


H 


CJ CO 


CJ 






CJ 


U 


CJ o 






< 


a 


CJ 




CJ 


CJ 


CJ 


CJ 


CJ 






CJ 


< 




CJ 


cj co 


CJ 




a 


"< 


— CJ" 


CJ E-< 




< 


u 


CJ 


CJ 


< a 




r \ 


CJ 


CJ 


H 


< >• 


CJ 


H 


< 


CJ 


< 


CJ 2 




H 


CJ 


CJ 




U H 




< 




CJ 










CJ 


CJ 


CJ 






U 


< 



CN O 



CJ 



u 

CJ 
CJ 



CO 




m 


U 




H 


CJ 




CJ 


< 




< 






a 


< 




CJ 


< 


a 


CJ 


a 




a 






CJ 


cj 




CJ 


H 




6-» 


U 




CJ 








CJ 




CJ 


< 


> 








CJ 












a 












CJ 






Cj 


H 




H 




> 


CJ 


CJ 




< 






CJ 


< 




< 


CJ 


< 


CJ 


CJ 




CJ 






Cj 







-a- 


< 




< 


< 




u 












u 




u 


£ 




H 






u 


CJ 




CJ 


H 


> 


CJ 


CJ 




< 


< 




< 


CJ 


as 


CJ 


< 




H 


CJ 










O 






H 


CJ 




CJ 


< 




CJ 


< 




< 



CJ 

CJ 
CJ 
CJ 



CJ 

< 

CJ 
H 

u 



cn 



CJ 
CJ 
CJ 
O 
< 
CJ 
CJ 

CJ 
CJ 
CJ. 

CJ 

a 

CJ 

cj 

CJ 

< 
cj 

U 

u 
u 
< 
u 
u 
u 

CJ 
CJ 
CJ 
CJ 
CJ 

< 

u 

H 

CJ 

CJ 
CJ 

H 

U 
U 
CJ 
< 
CJ 

u 

H 
CJ 
CJ 

< 

CJ 
CJ 
CJ 

CJ 

u 
< 



U 

O 
H 
U 

CJ 
H 

U 
U 
CJ 

a 

< 

u 
a 

CJ 
CJ 

< 

CJ 
CJ 
CJ 

< 

CJ 

-H- 

(J 
< 

U 
< 

a 
u 
cj 

CJ 

< 
< 

CJ 

< 

CJ 

u 
< 

CJ 
CJ 
CJ 

< 
u 
u 

H 
CJ 

u 

CJ 
CJ 

< 



00 

m 



a 

H 

U 
CJ 
H 
< 

H 
H 
U 
H 
CJ 

< 

< 
CJ 
< 
U 
U 
CJ 
CJ 
CJ 
CJ 



CJ 

< 
u 
a 

CJ 
CJ 

< 
u 
u 

CJ 

< 

a 
cj 



CO vo 

00 



m 
m 




CO 


U3 


m 






vo 


in 


U5 


r* 




CN 


cn 




m 


cn 


CN 


<N 




m 




m 




^* 



1/29 



BNSDOCID: <WO 971 1 969A1 > 



WO 97/11969 



PCT/JP96/02801 



Fig* 2 
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